Background: To characterize the sequential events that are taking place in retinal neurodegeneration in a murine model of spontaneous type 2 diabetes (db/db mouse).
Introduction
Diabetic retinopathy (DR) is the most common complication of diabetes and one of the leading causes of preventable blindness [1] . Current treatments for DR are applicable only at advanced stages of the disease and are associated with significant adverse effects [2, 3] . Therefore, new pharmacological treatments for the early stages of the disease are needed. However, the mechanisms involved in the onset of DR are still poorly understood.
Emerging evidence suggests that retinal neurodegeneration is an early event in the pathogenesis of DR [4] [5] [6] [7] [8] which participates in the microcirculatory abnormalities that occur in DR [9] [10] [11] [12] [13] . Consequently, new therapeutic strategies based on neuroprotection have been proposed [14] [15] .
The experimental model currently used to study retinal neurodegeneration in DR is the rat with streptozotocin-induced diabetes (STZ-DM). However, since STZ is neurotoxic itself [16] , a debate has arisen regarding the appropriateness of this model for examining retinal neurodegeneration shortly after STZ adminis-tration. A second rodent model, the Ins2Akita (Akita) mouse, which contains a dominant point mutation in the gene encoding for insulin-2 that induces spontaneous type 1 diabetes in the B6 mouse strain, reproduces some findings of the neurodegenerative process that occurs in the human diabetic retina [17] . However, both STZ-DM and Akita mouse are models of type 1 diabetes and further characterization of the neurodegenerative process in type 2 models is needed.
In recent years the C57BL/KsJ-db/db mouse has been used as a spontaneous diabetic model of type 2 diabetes to investigate the pathogenesis of DR [17] [18] [19] [20] [21] [22] [23] . The C57BL/KsJ-db/db mouse carries a mutation in the leptin receptor gene and is a wellestablished model of obesity-induced type 2 diabetes. Several authors have reported the presence of retinal neurodegeneration (apoptosis, glial activation and retinal thinning) in this model [19, 22] . Therefore, C57BL/KsJ-db/db seems appropriate for investigating the underlying mechanisms of retinal neurodegeneration associated with diabetes and for testing new drugs. However, the characterization of the retinal neurodegenerative process and its functional consequences in db/db mice is far from being completed. In addition, whether neurodegeneration can be attributed to genetic factors rather than to diabetes is a question which remains to be elucidated.
In the present study we have characterized the neurodegenerative process that occurs in the retina of C57BL/KsJ-db/db mice by examining morphological, biochemical and functional abnormalities in a sequential manner (8, 16, 24 weeks) . Moreover, a transcriptomic analysis in 8-week old diabetic mice was performed to identify new potential causative candidates of DR. In addition, we have demonstrated that the neurodegenerative process is significantly arrested after blood glucose levels have been lowered. Overall, our results suggest that C57BL/KsJ-db/db reproduces the neurodegenerative features that occur in the human diabetic eye, and is an appropriate experimental model for studying the mechanisms involved in diabetes-induced retinal neurodegeneration.
Methods

Animals
A total of 90 C57BL/KsJ-db/db male mice obtained from Harlan Laboratories, Inc. were divided into two groups: 45 nondiabetic (db/+) and 45 diabetic mice (db/db). To assess the chronological sequence of the retinal abnormalities associated with diabetes, 15 diabetic mice (db/db) were compared with 15 agematched non-diabetic mice (db/+) at different ages (8, 16 and 24 weeks) . Blood glucose concentrations were measured from the tail vein (glucose assay kit; Abbott). Mice were housed under controlled conditions of temperature (20uC) and humidity (60%) with a 12-hour light/dark cycle and had free access to food and water.
Interventional study. Diabetic mice (db/db) 8 weeks old received diet ad libitum (n = 10) or restrictive diet (normal chow diet restricted to 60% of total daily calories; n = 10) for 15 days. Ten non-diabetic mice matched by age served as control group. At day 15 the animals were euthanized by cervical dislocation and the eyes enucleated.
This study was approved by the Animal Care and Use Committee of VHIR (Vall d'Hebron Research Institute). All the experiments were performed in accordance with the tenets of the European Community (86/609/CEE) and ARVO (Association for Research in Vision and Ophthalmology).
Electroretinography
Before retinal electrophysiological tests, the animals were darkadapted (12 hours overnight) and anesthetized under a dim red light with a 2% isoflurane/O2 mixture. Pupils were dilated with topic 1% tropicamide and ciclopegic was applied on the corneal surface. Full field electroretinography (ERG) recordings were measured using an HMsERG (Ocuscience) with two recording channels. Recordings were measured from corneal electrodes attached to the corneas by a lens embedded in 1% methylcellulose to avoid cornea dehydratation. Two needle probes were inserted for reference subcutaneously between each jaw and a grounding probe were inserted into the base of the tail. Then their noses were inserted into a mini Ganzfeld flash photo-stimulator with white LED.
Scotopic ERG stimuli were simultaneously recorded from both eyes of dark-adapted (12-16 hours) mice. Light stimuli were delivered via a Ganzfeld light source with flash intensities from 30 to 30000 mcd.s/m 22 . Responses were amplified 5000X, high-pass filtered with a 10-Hz cutoff frequency, and low-pass filtered at 300 Hz using an amplifier. The ERG voltage and stimulusmonitor signals were digitalized with hardware (HMsERG) and software (HMsERG View) from Ocuscience. Data were recorded at either 0.2 or 0.5 ms/pt. A stimulus set consisted of 3 to 20 responses at the same wavelength and intensity of light. The oscillatory potentials (OPs) were isolated by a band-pass filtering the retinal response between 34 and 300 Hz. We chose 34 Hz as a cutoff frequency to avoid any loss of signal power, especially for the slower OPs of diabetic animals. OPs were isolated for a light stimulus of 3000 mcd.s/m 22 . The amplitude and implicit time of the ERG a-and b-waves were measured at the maximum negative and positive peaks of the recordings with respect to the baseline before stimulation. As recommended by the ISCEV (International Society for Clinical Electrophysiology of Vision) [24] OP amplitudes were measured from the negative peak to the next positive peak whereas OP latencies were measured at the positive peaks. We added up OP amplitudes (SOP amplitude) and implicit time (SOP implicit time) for the first 5 OPs.
Tissue Processing
Mice were euthanized by cervical dislocation. The eyes were immediately enucleated and the neuroretina was separated. The neuroretina from one of the eyes was frozen in liquid nitrogen and Figure 1 . Blood glucose levels (black marks) and body weight (white marks) in db/+ (circles; n = 12) and db/db mice (triangles; n = 12). Values are expressed as mean 6 SD. *p,0.05; **p,0.001. doi:10.1371/journal.pone.0097302.g001 Figure 2 . b-wave implicite time (ms) in non diabetic and diabetic mice at 8 (A), 16 (C) and 24 weeks (E). SOPs implicit time (ms) (G). b-wave amplitude (mV) in non diabetic and diabetic mice at 8 (B), 16 stored at -80uC for protein assessments. The other eye was flash frozen in Tissue Freezing Medium (TFM, Electron Microscopy Sciences), by immersion in liquid nitrogen, and cryosectioned at 8 mm through the dorsal/ventral plane. Sections were mounted on slides and stored at 280uC. These sections were prepared for the assessment of retinal morphology, evaluation of GFAP and TUNEL immunoreactivity. For caspase-3 immunohistochemistry, the eyes were fixed overnight in 10% neutral buffered formalin and embedded in paraffin. Ocular globes embedded in paraffin were sectioned (3 mm) along the eye axis.
Neurodegeneration Measurements
Retinal morphometry. Microscopic evaluation of retinas included scanning tissue sections to evaluate morphology followed by systematic morphometric analysis. The sections were stained with hematoxylin and eosin (H&E). Images of H&E sections were captured with a microscope (Olympus, Lake Success, NY) using the program Image J for quantification. The measurements were taken at two peripheral and three central regions of the retina and were examined to ensure similar locations of measurements for all eyes. Sections through the posterior eye segment were defined as central retina when the plane passed through the optic nerve or at less than 300 mm from the optic head rim. The remaining sections from both sites of the optic nerve were considered as peripheral Figure 4 . Thickness of total retina (A), outer nuclear layer (B) and inner nuclear layer (C). The measurements have been performed in the central retina and in peripheral retina. Results are expressed as mean 6 SD. *p,0.05 between non diabetic (white bars) and diabetic (black bars) mice. doi:10.1371/journal.pone.0097302.g004 retina. Image analysis of ten sections of each region were used to quantify total retinal thickness, the thickness of the inner nuclear layer (INL), outer nuclear layer (ONL) and cell number per mm 2 in ganglion cell layer (GCL). These measurements were performed by two of the investigators (P.B and L.C).
Immunohistochemical analysis for glial activation assessment. Glial activation was evaluated by fluorescence microscopy using specific antibodies against GFAP (Glial fibrillar acidic protein). Sections were fixed in acid methanol (220uC) for 2 min, followed by three washes with PBS, 5 min each. Sections were permeabilized with TBS-Triton X-100 0,025% and were incubated in blocker (1% BSA, and 10% goat serum in PBS) for 2 hours at room temperature. Sections were then incubated with rabbit anti-GFAP (Abcam Ltd, Cambridge, U.K.) (1:500 dilution prepared in blocking solution) overnight at 4uC in a humid atmosphere. After three washes in PBS, 5 min each, the sections were incubated with secondary antibody Alexa 488 goat-antirabbit (Life Technologies S.A, Madrid, Spain) (1:200 dilution prepared in blocking solution). The sections were washed three times in PBS, counterstained with Hoesch and mounted with Mounting Medium Fluorescence (Prolong, Invitrogen) and mounted with a coverslip. Comparative digital images from diabetic and control samples were recorded with an Olympus microscope using identical brightness and contrast settings.
To evaluate the degree of glial activation we used a scoring system based on extent of GFAP staining previously used [25] . The scoring system was as follows: Müller cell endfeet region/ GCL only (score 1); Müller cell endfeet region/GCL plus a few proximal processes (score 2); Müller cell endfeet plus many processes, but not extending to ONL (score 3); Müller cell endfeet plus processes throughout with some in the ONL (score 4); Müller cell endfeet plus lots of dark processes from GCL to outer margin of ONL (score 5). 488 nm) and detection in the range of 515-565 nm (green) was used.
Immunohistochemistry for caspase-3. Paraffined sections were rehydrated and washed in 0.01-M phosphate buffered saline (PBS). Then, they were incubated over night at 4uC with a rabbit anti-cleaved caspase-3 antibody (Cell Signalling Technology, Inc., Danvers, USA) at 1:300 dilution. Then, ocular sections were washed in PBS and incubated with the specific secondary antibody biotinylated anti-rabbit IgG (1:100) (Vector Laboratories, Burlingame, USA). Once washed in PBS, a streptavidin Alexa Fluor 488 conjugate (Molecular Probes-Life Technologies, Grand Island, USA) at 1:100 dilution was used to detect cleaved caspase-3 immunolabelling; the incubation was made over night at 4uC. retinal fragments were dissected from four 8 week-old db/db mice.
Retinas from four age-matched db/+ mice were used as control retinas. Retinal fragments were fixed in 2.5% glutaraldehyde and 2% paraformaldehyde, post fixed in 1% osmium tetroxide, stained in aqueous uranyl acetate, dehydrated and embedded in spurr resin. Ultrathin sections (70 nm) were stained with lead citrate and examined under transmission electron microscopy (Jeol 1400; Jeol Ltd., Tokyo, Japan).
Glutamate Quantification
Quantification of glutamate was performed by liquid-chromatography coupled to mass spectrometry (LC-MS/MS). Chromatographic separation was performed on an Agilent 1200 series (Waldbronn, Germany) using an Ascentis Express HILIC column, 5062.1 mm with 2.7 Rm particle size from Supelco (Belfonte, PA) maintained at 25uC throughout the analysis, a mobile phase acetonitrile and water (50 mM ammonium acetate) with a flow rate of 0.6 mL min-1. The volume injected was 10 RL. The mobile phase involved a gradient starting at 87% of ACN which was maintained for 3 minutes. Then, from min 3 to 10 the ACN content was decreased to 20% and increased again to 87% at min 12.5. Glutamate was eluted at 6.5 minutes. The mass detection system was an Agilent 6410 Triple Quad (Santa Clara, CA) using positive electrospray ionization with a gas temperature of 350uC, gas flow rate of 12 L min-1, nebulizer pressure of 45 psi, capillary voltage of 3500 V, fragmentor of 135 V and collision energy of 10 V.
Immunohistochemistry for GLAST
Glutamate/aspartate transporter (GLAST) and L-glutamate was evaluated by fluorescence microscopy using specific antibodies. Sections were incubated in blocking solution (3% BSA, Tween 0,05% PBS) for 1 h. at room temperature followed by incubation with primary antibody rabbit anti-GLAST (EAAT1) (1:100, Abcam ab416, Cambridge, UK). After washing, sections were incubated with a fluorescent anti-rabbit ALEXA 594 as a secondary antibody (Life Technologies S.A, Madrid, Spain) in blocking solution for 1 h, washed, nuclei were stained with Hoechst and mounted in Mounting Medium Fluorescence (Prolong, Invitrogen) with a coverslip. Fluorescence intensity of images was quantified by ImageJ.
DNA Microarrays
Gene expression profiling analysis in retinas of 8-week old diabetic (db/db) mice and non-diabetic (db/+) controls was performed using Mouse Gene 1.0 ST DNA arrays (Affymetrix, UK). For this purpose, total RNA was first isolated from retinas (n = 4/group) using the RNeasy Mini Kit (Qiagen, Germany) and 200 ng were then used to synthesize sense ssDNA with the Ambion WT Expression Kit (Life Technologies, UK). Next, ssDNA was fragmented, labeled and hybridized onto DNA microarrays using the GeneChip WT Terminal Labeling and Hybridization Kit and the GeneTitan platform (Affymetrix, UK), following the manufacturer's instructions. Microarray Analysis Suite 5.0 software was used to process the microarray images and analysis of the data obtained was performed by the Statistics and 
Gene Expression
Real-time quantitative PCR was used to quantify relative transcript levels in retinas of 8-week old diabetic and control mice. 400 ng of total RNA were used to synthesize cDNA by using SuperScript II reverse transcriptase (Life Technologies, USA) and oligo(dT) primers. Quantitative PCR was performed by using gene-specific primers and SYBR Green in an ABI PRISM 7500 Sequence Detection System (Applied Biosystems, UK). Relative mRNA expression was calculated according to the 2 2DDCT threshold method, using cyclophilin A as a reference gene [26] .
Statistical Analysis
Normal distribution of the variables was evaluated using the Kolmogorov-Smirnov test. Comparisons of continuous variables were performed using the paired and unpaired Student t-test. Levels of statistical significance were set at p,0.05.
Results
Blood Glucose Levels
The diagnosis of diabetes was based on blood glucose levels. The mice with blood glucose level greater than 250 mg/dl were confirmed as diabetic mice. In the control group (db/+) blood glucose levels were ,150 mg/dl during the follow-up whilst all db/db mice presented blood glucose .250 mg/dl at 4 weeks of age. Animal body weight and glucose levels are shown in Figure 1 . We observed that hyperglycemia in diabetic mice runs in parallel with a significant increase of weight.
ERG Abnormalities
The average b-wave implicit times and b-wave amplitudes as a function of flash intensity are presented in Figure 2 (A-F) . The bwave implicit time significantly increased in diabetic mice at all flash intensities tested when compared with non-diabetic mice at 16 and 24 weeks. However, the implicit time was not significantly delayed in diabetic mice at 8 weeks of age. In addition, b-wave amplitude was significantly reduced in diabetic mice in comparison with non diabetic mice at 16 and 24 weeks but not at 8 weeks. The changes observed in amplitude and implicit time of the awave in diabetic mice in comparison with non-diabetic mice were less marked than that observed in b-wave (Figure 3) .
The OPs amplitudes measured under scotopic conditions and the corresponding implicit times are shown in Figure 2 (G, H) . We detected statistically significant differences (increase of implicit time and decrease of amplitude) at 16 and 24 weeks.
Retinal Morphometry
Measurements of retinal thickness in diabetic and in non diabetic mice at 8, 16 and 24 weeks are shown in Figure 2 . Since postnatal growth of retinal thickness exists in C57BL mice until month 6 [27, 28] , a progressive increase in the thickness of retinas from non-diabetic mice was observed whereas this was not the case in diabetic mice. Total retinal thickness (measured from inner limiting membrane to Bruch's membrane) in both central and peripheral retina was significantly decreased in diabetic mice in comparison with non-diabetic mice at 16 and 24 weeks (Figure 4) . Furthermore, a thickening in both ONL and INL (Figure 4 ) as well as a reduction in the number of cells in the GCL ( Figure 5B ) was observed in diabetic mice in comparison with non-diabetic mice at 8, 16 and 24 weeks. Neurodegeneration Features A significant increase in TUNEL-positive inmunofluorescence was observed in diabetic mice in comparison with retinas from non diabetic mice at 8, 16 weeks and 24 weeks ( Figure 5C ). Since the TUNEL-positive cells were mainly localized in the GCL, we also counted the percentage of apoptotic cells in this layer, and a significant increase was found in diabetic mice in comparison with non-diabetic mice at 8, 16 and 24 weeks ( Figure 5D ). In addition, activated caspase-3 was found significantly higher in the retina of db/db mice in comparison with non-diabetic mice at 8, 16 and 24 weeks (Figure 6 ).
Since in the ERG measurements we found a-wave abnormalities, which mainly indicate photoreceptor impairment, we wanted to examine whether apoptosis was also present in photoreceptors. For this purpose transmision electron microsocopy was used and striking DNA fragmentation was found in photoreceptors from db/db mice in comparison with non-diabetic mice ( Figure 7) .
As expected, in non-diabetic mice GFAP expression was confined to the retinal GCL (GFAP score #2) (Figure 8 ). In contrast, in diabetic mice we observed the ''reactive'' diabetic phenotype characterized by upregulation of GFAP in Müller cells (GFAP score $2 at week 8 and score = 5 at 16 and 24 weeks).
All these features of neurodegeneration were more intense at 16 than at 8 weeks, but no significant differences between 16 and 24 weeks were observed. Table 3 . Gene enrichment analysis of genes differentially expressed in retinas of diabetic mice.
Ontology
GO ID GO Term P value (P,1E-03)
Down-regulated genes
Effect of Lowering Blood Glucose on Retinal Neurodegeneration
As expected, db/db mice fed for 15 days with restrictive diet presented lower weight and blood glucose levels than those mice fed with ad libitum diet (weigth: 32.562.8 gr vs. 42.262.5 gr; p, 0.05; blood glucose: 318627 mg/dL vs. 536629 mg/dL, p, 0.01). At this point (after 15 days of dietary restriction) a significantly lower GFAP immunofluorescence and a lower ratio of apoptosis in GCL were detected (Figures 9 A-D) . Finally, ERG abnormalities were significantly arrested ( Figure 9 E-F) .
Markers of Glutamate Pathway
Glutamate levels (mM/g total protein) were higher in diabetic mice in comparison with non diabetic mice at 8 weeks (6068 vs. 3866; p,0.05), 16 weeks (108612 vs. 56610; p,0.05) and 24 weeks (125611 vs. 5769; p,0.05). The progressive increase of glutamate levels in diabetic mice run in parallel with a decrease in GLAST content. GLAST was significantly decreased in diabetic mice in comparison with the non diabetic mice (Figure 10 ).
Transcriptomic Analysis
To unravel the molecular mechanisms involved in early retinal neurodegeneration besides glutamate and its metabolic pathways, we performed a genome-wide expression profiling analysis on total RNA isolated from retinas of 8-week old diabetic (db/db) and control littermate mice. After filtering for redundant and nonannotated gens, we found that 657 genes were differentially expressed in retina of diabetic mice (P,0.01). Of these genes, we found 316 genes to be up-regulated and 341 down-regulated. The main genes up-regulated and down-regulated are listed in Table 1  and Table 2 , respectively. To gain insight into the biological function of the genes differentially expressed in retinas of diabetic mice, a gene enrichment analysis was performed. Interestingly, we found that Gene Ontology (GO) terms significantly enriched among the down-regulated genes fitted into categories related to synaptic transmission, with a particular abundance of terms related to glutamate transport and metabolism (Table 3) . On the other hand, the GO terms significantly over-presented among the up-regulated genes corresponded to categories related to mitochondrial respiration and oxidative stress (Table 3) .
Real time quantitative PCR confirmed an aproximately 20% reduction in the expression of genes related to neurotransmission, such as inotropic glutamate receptor-1 and -2 (Gria-1 and Gria-2), metabotropic glutamate receptor 8 (Grm8), glutamine transporter (Slc38a1) or the subunits b2 and c1 of the gamma-aminobutyric acid A receptor ( Figure 11A ). These results suggest that glutamate signaling and metabolism is altered in diabetic mice.
Interestingly, we have also found that some mitochondrial genes, most of them encoding for proteins of the respiratory chain, were mildly increased in retinas of diabetic mice ( Figure 11B) . A parallel increase in the expression of UCP2, a protein involved in the control of mitochondria-derived reactive oxygen species (ROS) production, was observed ( Figure 11B ).
Discussion
Neurodegeneration is an early event and plays a crucial role in the pathogenesis of DR. In fact, the main features of retinal neurodegeneration (apoptosis and glial activation) have been found in the retina of diabetic donors without any microcirculatory abnormalities appearing in the ophthalmologic examinations performed during the year before death [6, 29] . In addition, there are several pieces of evidence to suggest that neurodegeneration participates in early microvascular abnormalities that occur in DR [9] [10] [11] 13, 15, [30] [31] [32] . In this regard, blood-retinal barrier (BRB) breakdown as the result of VEGF upregulation produced by glutamate-induced excitotoxicity has been well documented [9, 11, 12] , and a cross-talk between neurodegeneration and vasoregression has been reported [10, 13] . In addition, the impairment of neurovascular coupling which can be detected in diabetic patients without structural abnormalities [32, 33] seems primarily mediated by ganglion cell damage [34] . Finally, it has been shown that a delayed multifocal ERG implicit time predicts the development of early microvascular abnormalities [29, [35] [36] [37] . Therefore, it is reasonable to hypothesize that therapeutic strategies based on neuroprotection will be effective in preventing or arresting DR development. However, the morphological and functional characterization of neurodegeneration in a spontaneous diabetic model is a challenge that had to be met. In the present study we have evaluated the neurodegenerative process in retinas of db/db mice and we have found the same features that occur in retinas from diabetic donors. These findings permit us to propose the db/db mouse as a good model for DR and appropriate for testing neuroprotective drugs.
Mice are more resistant to the STZ effect and present a lower degree of retinal lesions compared to rats. Nevertheless, because of its great potential for genetic manipulation, the mouse offers a unique opportunity to study the molecular pathways involved in disease development. In the present study we have found that the spontaneous development of diabetes in db/db mice results in a progressive thicknness of the neuroretina in comparison with nondiabetic mice, mainly due to the apoptosis of the ganglion cell layer (GCL). In this regard, we found a 24% reduction in the number of cell bodies in the GCL at 8 weeks (after 4 weeks of hyperglycemia). This reduction increased at 16 weeks to 29%. These results are in agreement with those recently reported by Tang et al [22] showing that ganglion cell number and total retinal thickness are decreased in db/db mice compared with wildtype controls. In addition, it should be mentioned that, as occurs in db/db mice, GCL has been the layer with the highest rate of apoptosis in human retinas [6, 7, 38] . Noteworthy, thinning of the GCL has been found in diabetic patients with no or only minimal DR [6, [39] [40] [41] . Apart from the loss of cells in the GCL we also found a thinning of the ONL in db/db mice, which had already been found at 8 weeks. In this regard we demonstrated DNA nuclear fragmentation in photoreceptors by using transmision electron microscopy, thus clearly indicating the presence of apoptosis. This finding is consistent with the impairment of awave observed in the ERG studies.
Neural apoptosis is accompanied by changes in both types of glial cells (microglia and macroglia), the most representative being those occurring in Müller cells, the predominant type of macroglial cells. Retinal astrocytes normally express GFAP, while in Müller cells this expression is much lower. However, in diabetes an aberrant overexpression of GFAP is shown by Müller cells [42] . Cheung et al [19] have previously reported that GFAP and cleaved caspase 3 labeling were increased in the retina of db/db mice compared with non-diabetic controls. In the present study we have found a significant overexpression of GFAP at 8 weeks, thus running in parallel with the apoptotic changes. This is a significant feature that has not been found in other spontaneous diabetic mice such as the Ins2
Akita mouse model [43] . In order to explore whether neurodegeneration detected in homozygous db/db animals is of a genetic nature or related to hyperglycemia we examined the effect of lowering blood glucose levels on retinal neurodegeneration. We found a significant reduction of the most important features of neurodegeneration (apoptosis, glial activation, ERG abnormalities) by lowering blood glucose levels in db/db mice. Therefore, diabetes is the main reason accounting for the retinal neurodegeneration that occurs in db/db mice.
It is possible that glial activation is a consequence of neural death. In fact we have recently found the activation of the Fas/ FasL death receptor pathway in the diabetic eye which can induce the secretion of pro-inflammatory cytokines, thus leading to neuroinflammation and glial activation [44] . On the other hand, Müller cells produce factors capable of modulating blood flow, vascular permeability, and cell survival. Therefore, these cells could play a primary role in accounting for neural death. Further studies to unravel the hierarchical role of apoptosis and glial activation in the neurodegenerative process of DR are needed.
We have also examined the functional consequences of retinal neurodegeneration by means of sequential ERG. The abnormalities here reported in db/db mice in b-wave and OPs (reduced amplitude and prolonged implicit time) were similar to those described in the early stages of DR in diabetic patients [45, 46] . The type of ERG abnormality could help to identify anatomically the location of retinal damage. In this regard, the OPs have been shown to be derived from the inner plexiform layers involving the axon terminals of the bipolar cells, the processes of the amacrine cells, and the dendrites of the ganglion cells [47] . By contrast, changes in b-wave amplitudes and implicit times are consistent with defects in the mid-retinal layer.
Nevertheless, ERG abnormalities in the diabetic retina are not only due to apoptosis of retinal neurons. In this regard, both glial activation and changes in blood glucose levels have been involved in the ERG abnormalities observed in diabetic patients without cellular loss or major structural damage [48, 49] .
In the present study we found a progressive increase of glutamate accumulation in diabetic mice. Glutamate accumulation in extracellular space and the overactivation of glutamate receptors (''excitotoxicity'') plays an important role in retinal neurodegeneration. In fact, elevated levels of glutamate in the retina have been found in experimental models of diabetes [50] [51] [52] , as well as in the vitreous fluid of diabetic patients [53] . Glutamate transporters are essential for keeping the extracellular glutamate concentration below neurotoxic levels [54] . In this regard, the glial GLAST, the main glutamate transporter expressed by Müller cells, is the most dominant glutamate transporter, accounting for at least 50% of glutamate uptake in the mammalian retina [55] . A reduction of GLAST expression in rat retinas with diabetes induced by STZ has been reported [56, 57] . However, to the best of our knowledge GLAST expression in db/db mice mouse has not previously been examined. We observed a significant reduction of GLAST in diabetic (db/db) mice in comparison with non-diabetic (db/+) mice. This finding could contribute to the glutamate accumulation that leads to neurodegeneration in db/db mice. It is worth mentioning that we did not find any differences in GLAST mRNA levels between diabetic and non-diabetic mice, thus suggesting that the differences in GLAST could be attributed to post-translational changes.
To the best of our knowledge this is the first transcriptomic analysis performed in the db/db model. We found a downregulation of several genes related to glutamate metabolism (glutamate receptors and glutamate transporters) in early stages of DR in db/ db mouse. This finding could lead to the observed extracellular glutamate accumulation, thus inducing excitotoxicity. As previously commented, it has been reported that diabetes downregulates genes implicated in glutamate transporter in animal models. However, the information on genes related to glutamate receptors is controversial and mainly focused in STZ-diabetes induced animal models [58] [59] [60] [61] . Furthermore, we found a simultaneously upregulation of mitochondrial UCP2 that could be contemplated as a mechanism to mitigate oxidative stress. This finding links glutamate excitotoxicity and oxidative stress and suggests that a vicious cycle involving glutamate excitotoxicithy, oxidative stress and mitochondrial dynamics reported in a nondiabetic model of retinal neurodegeneration could also be applied to diabetic retina [62] [63] [64] [65] .
In conclusion, the db/db mouse reproduces the features of the neurodegenerative process that occurs in the human diabetic eye. Therefore, it seems an appropriate model for investigating the underlying mechanisms of diabetes-induced retinal neurodegeneration and for testing new neuroprotective drugs.
